Supplementary Figure 1: Specific cis-interaction of nectin-4 with ErbB2. Supplementary Figure 2: The cis-interaction of the third immunoglobulin-like domain of nectin-4 with domain IV of ErbB2. Supplementary Figure 3: Inhibition of the cis-interaction of nectin-4 with ErbB2 by recombinant protein of the third immunoglobulin-like domain of nectin-4. Supplementary Figure 4: The full-length blots of Figure 2. Supplementary Figure 5: The full-length blots of Figure 3. Supplementary Figure 6: The full-length blots of Figure 4a and Figure 4b. Supplementary Figure 7: The full-length blots of Figure 4c.
(FLAG-Nectin-4) and its immunoglobulin (Ig)-like domain deleated mutants were immunoprecipitated using the anti-FLAG mAb, and the samples were subjected to Western blotting using the indicated Abs. c-h Identification of the interaction domain of ErbB2 with nectin-4. HEK293E cells were co-transfected with various combinations of the indicated plasmids and cultured in suspension.
GFP-tagged ErbB2 mutants were immunoprecipitated using the anti-GFP pAb (c). FLAG-Nectin-4 was immunoprecipitated using the anti-FLAG mAb (d-h). The samples were subjected to Western blotting using the indicated Abs. Arrowheads and square brackets indicate each of the protein. The displayed blots were cropped, and the full-length blots are shown in Supplementary Figure 11 .
Asterisks, nectin-4 mutants or ErbB2 mutants; IB, immunoblotting; IP, immunoprecipitation. Representative results from three independent experiments are shown. Ace in Tris-buffered saline plus 0.05% Tween 20, the membranes were incubated with the indicated Abs using Can Get Signal Solution 1. After being washed three times with Tris-buffered saline plus 0.05% Tween 20, the membranes were incubated with horseradish peroxidase-conjugated anti-goat, anti-mouse, anti-rabbit, or anti-rat IgG Ab using Can Get Signal Solution 2. The signals for the proteins were detected using Immobilon Western Chemiluminescent HRP Substrate. The intensity of the bands in Western blotting was calculated using ImageJ 1.48v 32-bit software.
Immunofluorescence microscopy
Confocal images were acquired using a LSM510 META confocal laser-scanning microscope (Carl Zeiss, Jena, Germany) wirth α Plan-FLUAR 100×/1.45 oil objective lens in 2048 × 2048 pixels. The displayed images were applied into maximum signal intensity projection from around 20 confocal images collected at a 0.2 µm step along the z-axis at room temperature.
Protein purification
The reagents for the purification of recombinant proteins are shown in supplementary table 1. FLAG-tagged nectin-4 Ig1/2/3 and the third Ig-like domain of nectin-4, HEK293E cells were transfected with the indicated plasmids. After selection of the transfected cells by puromycin, the cells were cultured in serum-free media. The secreted FLAG-tagged nectin-4 proteins were purified from the conditioned media by DDDDK-Ab-conjugated beads. The DDDDK-peptide-eluted nectin-4 proteins were ultrafiltered several times for dialysis and concentrated using an Amicon Ultra-4
Centrifugal Filter Unit (nominal molecular weight limit 3 kDa, Merck Millipore).
